A single-cell suspension is a prerequisite for many experiments. A single-cell suspension theoretically can be prepared by filtering a culture through a membrane of a pore diameter which allows single cells to pass but retains aggregates (2, 4, 5). The elementary bodies of the mycoplasmas, however, differ in size, and membrane filters vary in porosity since they are rated on average pore diameter. Thus, even after filtration, the state of aggregation of the organisms in the filtrate is uncertain. It has been reported that single-cell suspensions of M. pneumoniae (5) and M. orake (4) are inactivated exponentially by UV light, in contrast to the aggregates of elementary bodies forming the CFU in a broth culture. It has been reported also that a singlecell suspension of mycoplasmas can be differentiated by the exponential inactivation of the cells either by UV or X irradiations (5). These observations have been extended to the other species of the Mycoplasmataceae found in man, namely, M. fermentans, M. hominis type 1, M. orate type 2, M. salivarium, and also to the rodent species, M. arthritidis. The results are presented in this paper. Media. To ensure uniformity, the Eaton agent media used in these experiments were prepared from the same batch of constituents; they consisted either 
difficulties which have been experienced in determining whether a suspension or broth culture of mycoplasmas contained single elementary bodies or aggregates of cells. Elementary bodies stain poorly and are at the limit of resolution of light microscopy. Therefore, direct observation of the morphology of the CFU requires an electron microscope and, even then, the study of these plastic organisms is technically difficult.
A single-cell suspension is a prerequisite for many experiments. A single-cell suspension theoretically can be prepared by filtering a culture through a membrane of a pore diameter which allows single cells to pass but retains aggregates (2, 4, 5) . The elementary bodies of the mycoplasmas, however, differ in size, and membrane filters vary in porosity since they are rated on average pore diameter. Thus, even after filtration, the state of aggregation of the organisms in the filtrate is uncertain. It has been reported that single-cell suspensions of M. pneumoniae (5) and M. orake (4) (Table 1) .
While the elementary bodies were inactivated exponentially, the CFU, with the exception of M. arthritidis (Fig. 1) (Fig. 1) ] consist of two or more cells.
The inactivation curves of these CFU were biphasic. However, even though the CFU contained two or more elementary bodies, inactivation during the first phase could appear exponential (Fig. 1, 2) and this is the criterion for the identification of a single-cell suspension. It was not until over 99% of the CFU`of M. hominis type 1 were killed that the biphasic nature of the curve was detected readily (Fig. 1) . Therefore, for an exponential inactivation curve to be conclusive evidence of a single-cell suspension, the suspension must contain sufficient CFU to enable an exponential inactivation curve to be plotted showing fewer than 1% survivors.
Factors which might change the susceptibility of the cells to UV light and invalidate the technique were studied. Between 102 to 107 cells/ml, the slope of the inactivation curve, the output of the lamps was checked continuously.
Although there was no evidence that the preparation of single-cell suspensions by sonication and filtration altered the susceptibility of the elementary bodies to UV light, the finding that the CFU of M. arthritidis were single cells enabled this observation to be confirmed. Samples of a log-phase broth culture of M. arthritidis were either sonicated for 1 min, or filtered through a filter membrane (0.45 Mum, pore diam), or both. The rates of inactivation of the three suspensions were compared with that of the original culture; the results were similar ( Table  2) .
The rate of inactivation of Mycoplasma cultures, which are normally stored in the cold, was not affected by the temperature of storage. Inactivation curves of newly prepared single-cell suspensions of M. arthritidis, M. hominis type 1, M. orale type 2, and M. salivarium were compared to curves of suspensions which had been stored at 2 to 4 C, at -70 C, and at 2 to 4 C and then -70 C. The rates of inactivation of the culture and suspensions were similar and within the SD of the mean of all experiments ( Table 3) .
The single-cell suspensions prepared from M. fermentans (PG 18) were not inactivated exponentially. Even though the culture was cloned from a single cell, the inactivation curve was biphasic which indicated that the elementary bodies were not homogeneous in their susceptibility to UV light (Fig. 4) .
Some survivors of irradiation gave similar curves. To eliminate the possibility of mixed cultures, the survivors of irradiation of singlecell suspensions of M. arthritidis and M. orale type 1 had been cloned by inoculating broth from single colonies. Under the same conditions, elementary-body suspensions prepared from the resulting cultures gave biphasic inactivation curves in contrast to the exponential inactivation curves obtained with single-cell suspensions of the unirradiated parent strains. Therefore, UV irradiation had altered the cells. These biphasic curves were differentiated easily from those of the CFU in that the majority of the cells were in activated by UV light in the first 2.5 sec (Fig. 4) . arthri-hominis orals saoi£idis 
